The RT and qPCR reactions are standardised using known amounts of in vitro transcribed RNAs with the same sequences, after mixing with total RNA extracted from uninduced cells. Prior to the conversion to cDNA, 10 g of total RNA was treated with DNase1 (0.9U RQ1, Promega) according to the manufacturers protocol. cDNA was prepared from 5 g of the DNase treated RNA in a 10 l reaction mixture containing 5x First strand synthesis buffer, 0.1M DTT, 10U RNase inhibitor (Roche), 10mM of each dNTP, 250nm Ribo1 specific primers (5_R and 6_R) and 7.5U Thermoscript RNase H (Invitrogen). After cDNA synthesis residual RNA was hydrolysed by the addition of 15 l of 0.1mg/ml RNaseA and incubation at 37 o C for 1 hour. cDNA was then diluted 1 / 20. qPCRs were performed in triplicate with SYBR green Jumpstart Taq ready mix (Sigma) in a Stratagene MX3005P real-time PCR machine. Reaction volumes were 10 l, (5 l 2x SYBR green qPCR mix and 300nm each primer and 1/1000 th volume of Rox, 4 l of cDNA template). Cycling parameters were 2min at 94 
tetO7-CYC1-UAS promoter sequence upstream of the reporter genes:
Arrows indicate the positions of oligos used as primers, pointing 5' to 3'. Numbering is relative to the ATG, at the start of the open reading frame (shown in bold). Colour code: tetO7; CYC1; ACT1   -558 TGACCACACC TCTACCGGCA GATCAATTCC TCGATCGAGT TTACCACTCC   -508 CTATCAGTGA TAGAGAAAAG TGAAAGTCGA GTTTACCACT CCCTATCAGT   -458 GATAGAGAAA AGTGAAAGTC GAGTTTACCA CTCCCTATCA GTGATAGAGA   -408 AAAGTGAAAG TCGAGTTTAC CACTCCTCAG TGACTATAGA GAAAAGTGAA -358 AGTCGAGTTT ACCACTCCCT ATCAGTGATA GAGAAAAGTG AAAGTCGAGT   -308 TTACCACTCC CTATCAGTGA TAGAGAAAAG TGAAAGTCGA ACT1 intron (31 to 395) containing two copies of λ boxB sequence (93 to 150) Second exon = mini PGK1; 3 copies of HA (500 to 605) 6 copies of MS2 PGK1 3'UTR -positions of 3' end cleavage sites are underlined (Alexander et al., 2010) Mutant variants (sequence changes shown bold and italicised above): 5'SSRibo1: 5' splice site (31) MATa, parent strain Mata, tetON APE2* *The Ribo reporter genes with tetO7-CYC1-UAS and HIS3 flanking sequences were integrated in the his3 locus of YIK120 or YIK91, selecting for Nat (Alexander et al., 2010) . For doxycyclin-regulated APE2, the APE2 ORF was deleted from the genome in YIK91, replacing it by Kan r , and the APE2 ORF was inserted between tetO7-CYC1-UAS and the HIS3 3' UTR in pMK121 (Alexander et al., 2010) , which was cleaved with Pme1 and integrated in the his3 locus, selecting for Nat. 
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